and was incubated at 37ºC for 90 min followed by heat inactivation at 65°C for 20 min. The fully methylated DNA was purified using Nucleospin PCR Clean-up kit.
Bisulfite conversion and MS-HRM analysis
Starting amounts of 200 ng of genomic DNA samples isolated from 3T3-L1 cells and from methylated and unmethylated DNA controls were bisulfite converted and purified using the Epitect Bisulfite Kit (Qiagen, Germany) as described by the manufacturer and subsequently diluted to equal concentrations. PCR reactions and MS-HRM analysis of the target region of Table   2b ) and 2 µL of template, which was amplified using the following program: 95ºC for 15 min; 45 cycles of 95ºC for 15 sec, 59ºC for 45 sec. Amplification was immediately followed by a denaturation step at 95°C for 15 sec, an annealing step at 55°C for 15 sec and an HRM analysis with an increasing temperature from 55 to 95°C with a resolution of 0.1ºC. Resulting data were analyzed using Eco Illumina Software (v4.1, Illumina Inc., USA) and MS Excel 2007 (Microsoft, USA), using the calculations of the net temperature shift (NTS) as described by Newman et al., 2012 . In brief, with each sample raw melting data was exported to Excel and fluorescence values were normalized by averaging a region of 10 measurements (corresponding with 1ºC) immediately before and after the dissociation part of the curve. Temperatures used for normalization are reported in supplemental table 2b. Next, normalized fluorescence difference at each measurement was calculated using a reference sample (unmethylated control) and subsequently an average difference was calculated for each sample (NTS). By plotting NTS values against the ratios of (un)methylated DNA controls a calibration curve was generated, which was used for interpolating treated samples. Curve fit was performed with GraphPad Prism software (v5, Graphpad software Inc., USA) using the formula Y=Y0*exp(-K*x) for Pparγ2 and Y=Y0+(Plateau-Y0)*(1-exp(-K*x)) for Lep. Duplicate HRM analyses were performed on each of two independent experiments. Supplemental table 1: Primer sequences for QPCR. Primers were developed using Primer3 based algorithms via http://www.ncbi.nlm.nih.gov/tools/primer-blast/, or from previous studies. All primers were tested for efficiency using a calibration curve of 3T3-L1 cDNA. Dimer and a-specific products were analyzed using agarose gel electrophoresis and melting curve analysis. 
